Determination of the plasma concentration of testosterone (T) is important in evaluating infants born with ambiguous genitalia and micropenis, and several commercially available kits provide a direct assay of T in unextracted plasma. Using plasma samples obtained from 36 subjects <6 months old, we compared the concentration of plasma T measured by RIA after extraction and purification by column chromatography with the T concentration measured in a direct assay. When auquots of samples were purified before RIA, the concentration of T was markedly lower than in the direct assay. In the first 3 weeks postpartum, results of the direct assay were 3.8-fold greater than those obtained after purification. This difference decreased over time, and by age 2 months there was fairly good agreement between the two methods. These data indicate that some direct assays of plasma I are inappropriate during the first 2 months postpartum.
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After reconstituting the purified sample, we analyzed 50 ML of it for T, using the RSL 1251 Testosterone kit as described above. In additional experiments, we divided two pooled samples as follows: 50-ML aliquots were removed for direct assay; 300-ML aliquots were removed for extraction with Cd4 alone followed by T assay; and 500-ML aliquots were extracted and purified by LH-20 column chromatography.
The column eluate was collected in fractions of 1.5, 2.0, 4.5, 3.0, and 3.0 mL. Each aliquot was evaporated to dryness, reconstituted, and analyzed for T. Table 1 shows the mean concentration and range of plasma T during the first 5 months postpartum, as assayed both directly and after extraction and chromatographic purification of the steroid. In some of the male infants, the concentrations of plasma T were somewhat lower than those of normal male infants (7), consistent with the ascertainment of the patients from the Endocrine Clinic and from those undergoing karyotype analysis. Table  2 shows the plasma T concentrations of subjects 1-3 determined by direct assay and after chromatographic purification.
Results
The plasma concentrations of T determined by direct assay in patients 1 and 2 were similar to those of normal newborn males. By contrast, the results determined after chromatographic purification were abnormally low. The plasma concentration of T after direct assay in patient 3 was abnormally higher than that of a normal newborn female, but the concentration after purification was normal. Figure 1 portrays the relationship between the concentration of T determined by the two methods in the first 3 weeks postpartum and from ages 3 weeks to 5 months. In almost all cases, the direct method yielded spuriously higher results in the first 3 weeks, the results in this age group averaging 3.8-fold higher than those obtained after purification of steroid. However, the difference between the results of the two assays decreased over time, so that after age 3 weeks (Fig. 1,  right) there was fairly good agreement between the two methods.
In only 6 of the 40 samples were the values obtained after purification higher than those obtained by the direct RIA alone.
Results of experiments performed to characterize the interfering substance(s) are summarized in Table 3 . Apparently, the interfering material remains in the plasma after Cd4 extraction.
In particular, the concentrations of T determined after column chromatography are similar to those determined after extraction alone. The results of direct RIA of the eluate from the column showed only a single peak, in the fraction corresponding to that in which the [3HIT eluted (data not shown). 
Discussion
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